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Abstract of JP6311900 

I PURPOSETo detect Picornaviridae such as Enterovirus, etc., by amplifying a Specific region of 
|| Enterovirus and detecting amplified gene DNA. CONSTITUTION:An oligonucleotide (e.g. 

CTACTTTGGGTGTCCGTGTT) having complementarity to a common type part in the upstream of a 
Ijgene region coding a part of 5'-non-translated region of Enterovirus, a part of VP4 and VP2 proteins, 
and an oligonucleotide (e.g. TGGTGGTGGAAGTTGCCTGA) having complementarity to a common 
type part in the downstream are subjected to be primers of the PCR method. The amplified gene 
DNA is detected by polyacrylamide gel electrophoresis, etc. 
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(54) C^o^] x>yn«M**©*ffi*J:lflM«j&tfe 
(57) [■»] 

HME] ( i) iyfnW^05 ' -#SiRS« 
<0— gp. Vp4iVp 2«&0-»t3-Kt5lfif 

fcitfVp 2gG©-«5£=-K-f S»6*««fclt!« 

u ( i i) ttawae^DNAfcfca-rsrfcfcWK 

5. 
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[ttsfcSU (i) ^>Tuf/^/u^<D5 ' - 
®*<0-SB, Vp4 tVp 2«fi©-»*3-KtS» 

ffiffitefc^-f-S^y ^ 9 Y^-fyJ-v-b LT 
«U 

(ii) «»*ae?-DNAfc«IHi1-5ri:«rW»i:1-5 
[ftftg2] ( i) toftm^&n^STvVJ^* 

#«»© 5 ' -#mmmm<»-u. vp4iv P 2ie 

A*oiL^K:ttJlft&raBSF!ISr*ov P 4»J:tfV 

CTACTTTGGGTGTC 
TGGTGGTGGAAGTT 

[0 0 0 1 J 

[MSt±©fW#»] *»Wtt» xyfpjr-fW« 
[0 0 0 2] 

[&*©&ffr] tr==/W-£-f A^ift (Picornaviridae) 
tJRi"5^>"r o ^/V* (Enterovirus) 11*5 J; -t 7 0 

J 'MA'* (Rhinovirus) ttdaj;^ 1 0 0 a£©jfo.f||S 

WHtftS^'TA'^SrJtJei-artttHJi^**. *© 

f±, JMBfefc/H^TlM^fcaitU EDS©fc*fctt 

»»KHt2~4aH*S4WTf**. $P>tc£W*©>f> 
fnftJkfffSr^ffl Lfc'r'SifitRttJliifilSlffigiJ^Wti'fc^ISt 

LT, *?SS>7 (Chlamydia)^t?ttDNA:/n-:/$r 

•fmzismit m A'^*#*t***» e># wit , it 



(ii) foffimmto<oUft^y*r*v<<»*ftfm<n5 

'-WWWOHI, V P 4tVp 2S6©-SSSr = 

Jki»afc»H««««EW«r»oVp 4*J«fctfVp 2S 

jM*fiMWfliDNA:/a-:/i U 
(iiO&DNAT'n-T'Sr.LfE (i) ©DNAlffiftv 

[M**3] (i) xyro^;M©5'-« 
ffi*j)c©-8B, Vp4tVp 2Se»-SS«r3— K-tsa 

9\'*'?\ ! i>*#.<D&M (1) 

CGTGTT (1) 

8* 3 3*3* * W*^ KiWfcoEJH ( 2 ) 
GCCTGA (2) 

8#^iB$il5. ffiJtft. #&Wi£DNA£Jf<f1-5# 
y 7—1? • f-i-Y V ■ y T^^a Vfe (Polymerase C 
hain Reaction ifc, £*Tr.;tl£ TpcRiEfej bVtt&t 
5;SaikiP>, Science, 230#, pl350-1354, 1985^# 

Wfcrt, Vp4iv P 2gaSr3-Ki-S»e^««© 

■C, o:V7 1 n^-i'/W^^t±i$nTV>5 (Rotbart. H., 
5. J. Clinical microbiology. , 28 438-442(1990) ; 
Olive. D. , M. , 5 J. general Virology. , 71, 2141-214 

7(1990)] „ LfrLtaifib. r ft ^y^n 
[0 003] 

[5§W^»*L«t5t-f5WB] *3691tt, xyfo^ 

©JiL^Sl^fiS'J-r 5 r t 5^ffi©tlttSr B to i -f 
[0 0 0 4] 
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y- n ? 4 §<D f =vW"P -i As* ©iS5®f£ft&ffi # «T 

ttT?*>6£i, Sblcr©Jt«tfif?DNA^ Aits 

awfe©**?:* vt 1 b vj^xftmm&m >r stria t n 

-<0ffi«>Sriti(iS*5 iU^K UT^» LfcDN A^b 
idttMfefrT-mBf^**, »*««DNAMIWiU tt 

[0 0 0 5] LT, ^SSWfcitUi, 

1. (i) xy?ujr^JD5'-#iR««0- 
«. V P 4tVp2He©-«*3-K-t-53te?«« 

Vp2gS©-|fBSr=i-K-r5jte : f««Sr«ffiU 
(ii) KJt«ae^DNASr^W-t-5ri:Sr#«i:1-5 

2. (i) jk^SI^^Wai^D^xr/^^filttWS 
' -#fSiRfl?*£©-g|$> Vp 4 t Vp 216©- fflj&a 

CTACTTTGGGTGT 
TGGTGGTGG AAGT 

■v^ztizm&mpi&Gi-z*}) =t*9u*r K-efcs 

[0 0 0 6] gtT^ISWW^V^B^^^W^tafeJ; 

^-r /v»tt©IEr+ffift:*Mj;©a^-C, ES2 0~3 
Onm-Cfct), *<fcCl#ftRNA&#*>, ^©RNA© 
*W*itt2. 5X10 6 tibt), «Jfttt«r*U *»o 
mRNA©«t6«r#-r5 fr-f trSttr* %©T? 

'f^SKIU ri>OpH3. 0 «J , CsCl 
tf>-C®S±aft* s 1 . 3 2 ~ 1 . 3 5g/cm 3 t?4 
A^&^f-Sr&SfeU ^©^^B^^/^JSIiJin^^ 
y*- Ap'M/l'*, 3^f-y^r-B^i?^/^, a: a 

r?>f / $r>f tit ±|Ht°n/w 
-^-f/V^KJgU fl>o P H3. 0"C?F^-Cfe!3, C 
s C 1 "t»-C©8LL&&sSS 1 . 3 8~1. 4 Og/cm 2 "Cfc 

JtJtffltfRfc©**?:* yf a J: 



v-i LTIV\ jfctffSdS*fr©^>TB>?^/w;*#fi 
tt©5 ' -^aER^w-Spt^y-xB^^/^wjkfii 
9&Wltt«ttSBai*aoVp 4*3it*Vp 2SS© 

-**=»- Ki-*»e*«***Mu KiitBae^D 

NAfcW^B :7V- HcHfcfcU (ii) JiLillStfK 
*P©Mff^>'XB->^/v^©^fi»©5 ' -#««Rffi*Sfc 
©-SP, Vp 4 iVp 2S6©-SBSr='-K-r5aeT- 

-^fBHR««©-|fSt aiyTn ^/^©liLfliai^* 
ft*£SE^J£**oVp4*5 < fcOtVp 2Se©-gBtr= 

DNA/o-T'iU (iii)DNA:/B-7'£±BE 

(i) ©DNA@«{bv-^Byw- Meaner, nut 

«SSr««f-r 5 w £ ^^i-t-S^y^B i?^/vx©jiii 

3. ( i ) iyf b {r/f 5 ' -IHIR««©- 
8k Vp4tVp2ge©-SB^3-K-r5jt€^ffl^ 

©±at©M*as5^icffl«ttSr^ri-5^- y 9 \s**f- 

#C©6B?« (1) 

CCGTGTT (1) 

£#1-5:*- y a** * W-:*^ KA S , &©E?8 
TGCCTGA (2) 

~ <r>^s*r b ^W^©jfii^?r?asiJ1-5 r h fc&So 
r©J:5fc;tfSxl-J:?K ^yfn !M/w*&iiSi/ 

[0 0 0 7] ]iifif3!#*5.fc-t 7 0 

y-r-^— >3v#!#-cttjk^S!©ias'j^fflji-efo*), a 

ATS h^D^T^© W^y^if-i' a 

3t>©-e&3. roM^P^i?-: y 3 >-*#ic*5it 

StJx/WATS K©#ft*tt, ii^2 0~7 0%, «p^4 
0~6 0%©«SIWW*L<, SJJ?aatt4 0~7 0 
"C, «MC4 0~6 0t©6IMSU\ SJS^KI- 
tt»fc««riftv^, ffl^i~2 4^ra©«sfflrt^s^ 
t?&5o ±iE«e«^frT'e©w^y^^-^3>-ic: 

y^-^^/^ws^tt^^^v^t^^) ^Egij^ti 
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JDNAya-^&ffl^-c. ±!E«&«SE&#T-cW?y 

^X®WW$frbftmzi. 9 RNAtr 
ttfflU r©}ifflRNASriSie?»Slrl^c DNASr 

' -#nmsi«> vp4tvp2*=- K-rsiie^B 

CTACTTTGGGTGTC 
TGGTGGTGGAAGTT 

• /Wa-f^xAttSL ^x/WS 8 1 -A DNAM 
5. ±IEW$D< LTPCRffi^ii3ii*iLfc3iy7 1 n>> 

a nmmm&m&sm ^t^mm^mmD n a 
©fce^DNAfctefs-t-sctas-et*, #*s««8c» 

!ODNA^yK©Slffl(4> 3L?-i?VJ>, • R-C 

[oon] ±.m\c&&vitJjmc±oX'&ib)nZ rj&. 

£^«J CDNAttSCi9«S*t. W^d^ 
l^-h±ic@^bL-C-^^7 p ;WDNAt-r5 (£TFrft 

* rsta^DNAj tv>5rt*&5) . ±iet 



P C R)5fecoP*B{COV>Ttt, *RfM88 61-274697 
*2;$8 X #MBS 6 2-28 1 Sakai k Science 

239g, p487-491^] \C £ •J^BJ-fT 5 £ t 

10 0 0 9] xyfp ^-r/w^oiifta^MW^«E?!l 
i0tTiSftroM*a»^{iffitttt«r*1-5^y rfy^u* 

<k>-m. vp 4 ivp 2m&<D-n&=*-Y-r sae^ 
«Sco±«<DS#a^^*s ± rjnFWofytaw^fcWi 

v^as^y w*ot1)±k * 

*attoK^*aBjij*5 ' (±.m<Dmm 

[0 0 10] fll^^Lfc^-f-v-, t'ib^VT 

ttSrW-tS^-y v*<J-Yk LXtt. TlBBE^iJ 
(1) 

CGTGTT (1) 

*STEE?IJ (2) 
GCCTGA (2) 

©-»*=«- K-*-aae***j ©DNASrisis&.fctf 
•s. z.<Dikmw.mmDtiA7u-7<Dmt8ii*, «*. 

DNAiiBSt&lCfflV^SdTTP^-^trlf^y 
dUTPlC^3jL,TfflV^T, DNAlgra&fTSritCj; 

[0 0 12] UT#?,n5^i©MIIS69JlDN 
AT'n-yfcSEttSitfca, ±IBHffi{bDNA (f-^ 
^DNA) KHP*.T, StII5i^*#T-C^'T^y^'l'^ 
-5/3ySf, HftflSDNA'SlS^LfcJiHimaMiJfflD 

NAT'n-^oaafe.tt/as:, »sRs«Tif^v^«r 

NA) <Ofi5!i^fflV>ftix>-7 i D>?^/^(DjkJtM^!aSiJ 
[0 0 13] 



(A) 

l«g©jii}»Stf=/^9-f/V'^«lpac*fflv^-Cll»Sr 



-4- 



[0 0 14] 



S f J i ■*» UT 1 ' ~ ^» 


21 


A 2 


it 


3 a 


A 3 


it 


4 it 


A 4 


tt 


8 // 


A 8 


// 


9 a 


A 9 




IS 


B 1 


tt 


2 tt 


B 2 


tt 


3 // 


B 3 


// 


4 // 


B 4 


// 


5 // 


B 5 


tt 


6 a 


B 6 




31 


E3 


// 


4 // 


E 4 


// 


5 // 


E 5 


it 


6 // 


E 6 


n 


9 // 


E 9 


it 


1 1 a 


E 1 1 


it 


1 4 it 


E 1 4 


it 


1 6 a 


E 1 6 


it 


1 8 // 


E 1 8 


ti 


1 9 // 


E I 9 


ft 


2 4// 


E 2 4 


ti 


2 5// 


E 2 5 


it 


2 7 // 


E 2 7 


ti 


3 0// 


E 3 0 



[0 0 15] (B) RNAtf>»ffl 
*fttCJ:0«aft3*fc*, *:<Dtkm®t: Tris-EDTAKT 

-/Wttlg&frofCo 

(C) cDNAcO^ 
1MB (B) £T#fc£RNA*#aiLTy^-*b5 
(Bthesda Research Laboratories) 5: 
JHl^T, #{r>f/^|:ft*t5cDNA«rdfiltU, 

[0 0 16] (D) PCRffl/7>f^^ 
WIS (A) *o^3/i<M>>f^©ae?t#iifcii« 

#ov P 4Mv P 2sesr3- Ki-sae^^offi 

SE^JSrttic, 5 '-*WR**fcVp2*«^#* 
fc«tttt**1-STBe*l (1) *itWWI (2) , 



x>fP^H 7 11 E 7 1 

is pvi 

// 2 // P V 2 

// 3// PV3 

9-f 3S RH3 

// 7 // R H 7 



CTACTTTGGGTGTC 
TGGTGGTGG AAGTT 

(D&muw-?7F£ti%2 o&s<D:/7>r^-£, 

T^>f b (Phosphoramidite)?£fc <fc 9 Trfy-i K * 
-f ^i^y^ttffiL ^f;V3 8 1 - A DNAMIS' 
JBWOfrrtU OPC TM *-hyy^Sr^T«f«U 
P C R (Dzfy >f & LXfcm Ltc 0 

[0017] (e) mmtDNAm^mm^ 

/VDNA) <Di%M (PCR) 

KJ&mt UT, 1 0 X S/SffliS®^ (Reaction Buffer) 
10*1, 5***$/* * y*7 K3 - y V&S^iS (dA 
TP, dCTP, dGTP, dTTP ;#1. 25mM^) 1 6^1 . ±IB 
tetitfy*-*— (1) (50mM) 2. 0/£l,±IB<£ 
Jfrfyj^*- (2) (5 0|tll ) 2. Ojil , 1MB 

(C) *T*£j*Ufctf a/WlMA'* c DNA 1 0 0 
ng-1 /ig , "fcjftffa q*9/7^ (^fiaiSl) 1 
Ml (5 Unit) fcJMMcSrJO*., trl 0 0 /i 1 t Lfcfc 



CGTGTT (1) 
GCCTGA (2) 

V^rA (amplification system **tt) £rffl^ 

[0 0 18] (F) Jk»S!iSiJffiDNA^n-y^®iffl 
(PCR) 

U10 x (Reaction Buffer) 1 

0 m 1 > rt=Sr^ ^ v**? K 3 - 5 ^»JB^« (dAT 
P, dCTP, dGTP ;£-1.25mM dTTP ;0.94mM) 16/ilJ 
iotin-ll-dUTP (Enzo Diagnostics) 16. 7 /i 1 % ± 
E^^9^^— (1) (50/zM)2. 0m1>±IB 
<£j£:/7^- (2) (5 OmM ) 2. 0/tl x stria 

(C) a^liCfctf =»>W-5r^ c DNA 1 0 Ong 
-1 jig fcitfTa qjKy * Ul 

(5 Unit) K«S*SrJD*., ttlOO/il i Lfcfc<Z>£ 
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Mjito i <m i&mm<D&&j:nz 95^3 

£^T«lftDNA£3 5iH^/u 

[0019] (g) y^a^ibffiiCct *it<g«e^D 

0. Sug/mlMz.. ±B (E) *5itf (F) JK-tfMRL 
fcDNAO««*»Srfrofc 0 8c»«2 5 4nm^*^j» 
SrJHItU if y^A^BW Ko«ftBSfcJ:9DN 

«<D-»tJfiL}f^C#S»*iaSE?(IS:»oVp 4 fc* 

#5650 J££Og#JD N A/* V KfrfltB Lfc 0 

(H) J|1lDNA0M^J:t«M£ 
tm (E) *J±tf (F) *T**Lfc»e*DNA«r7 

Tttite*EIttU S*4r2 6 0nm(DP^«^J:t)aL(li 

[0 0 2 0] (I) yu-h/^yy^if-i/ay 
^^a^l/^hBttft (Inouye Hondo. J. Cli. Micr 
obiol. 28 : 1469. 1990) £>^jfel£ <£ 9 trofco ±12 

(H) *"^«Ufc*^/WDNA«r«aEtt*, 5 Ong 

/l 0 0 Ml/well*^ 1. SMNaCK lOmMU^K 
1 OmM EDTA#£TTNM^n:7V- 

h (NUNC-IMMUN0 PLATE MAXIS0RP F96) \C3 7°C2^ 
"CBftfcLfco -tlSrPBS-Tween 2OT?3 0*j£L 
*R*f-^^DNASr»*Lfc. /M^^-fif— > 



ayfilBB (H) *-C»«UfcJiLita!«»J»DNA^n 
-^SrfftSttflK 1. 2 5ng /l 0 0 1/wellSr, 5 0 
%2}>/VixT^K, 0. 7 5MN a C K 0. 1 %Tween 

2 0 , Salmon sperm 5 0 u g/ml<ft#&T"eflffiEW ^ 
n:/U-MC5 0t;8B«Hf^fc. rsj-tyMH*-*/ 

v^u:/^-h£PBS-Tween 20"C3Ie] 
ft»U *Si6jSi»a»)SiJfflDNA^n-^Sr|»*t 

1 : 1, OOO^&ifc (1%BSA, 0. 1 % Triton 
X-10 0, PBS-Tween 2 0) £}gT> Sfi2l*IH 
KJftSHrfc. Stf^-T^n^U-hSrPBS-Tween 2 
0T?3Hac»«, 0. 0 12%H 2 O z , 0. 0 4%t 

;vh7x^i/y^r^y, o. 05/0. 0 24M !)y 

K-fhy^A-^^^K (pH5. 0) S: 1 0 0 /* 1/well 

4N «SK5 0 /xl/well «rlP^RJ6«:flt±**fc. S 

uyu-hV-y- Ktt» Srfflv^r«S4 

9 2nm-CR3ft« (OD) «r»|j£Lfc. 

(%) Srft©fc*3 9*»fc. 

(%) = (K\zRZ>Mmv<{frx&jk<Dmftik 
DNAtWBUfflDNA^n-^t^/N^^y^^-i/ 

3 y<^ODtt-r|^— A»l!>^/^fi^BffifkDNA 
£ IRSUM DNA^P-^^W/y ^f->3 y<o 
ODD XlOOo 

v^-fttfc»^l o%*sso>tI-e&So 

[0 02 1] 
1^2] 
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5 


P9 
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r» r~ 

2 S 








SB 


a z < 









[0 0 2 2] (J) itt«*Sj:tJK#£ 

t\ pcRawy/mftScftKj:?, *«£*ifc*ttD 



[0 0 2 3] £tt«|2 ail^n jr-<A'^»«t*©*ta 
S0tjfa^S<01!ilSiJ 
(A) 

TIE©, a#±9»«$*i#M0tjfittSrfflV^«t>ftW« 

(l) ivfDW;w» 
[*3] 
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$ ® mm 



1 9 7 2f 

1 9 8 2$ 

1 9 84* 

1 9 8 6* 

1 9 8 7* 

1 9 8 9* 

19 9 1* 



19 7 1* 

1 9 7 7* 

1 9 8 7* 

19 8 1* 

1 9 8 3* 

1 9 8 4* 

1 9 8 5* 

1 9 9 0* 



3^t^-Ag^^W4i (A4) 
1 1 5 5/7 2 
13 6 1/82 
0 2 6 9/8 4 
0 0 2 5/8 6 
0 0 2 3/87 
0 4 0 6/8 9 
0 3 1 3/9 1 



^n-'i'-OUX 1 If (El 1) 
1 0 3 6/7 1 
1 1 8 3/7 7 
1 1 4 9/87 
3 1 3 7/8 I 
1 3 0 3/8 3 
0 7 9 8/84 
0 4 0 0/8 5 
0 1 0 7/9 0 



xVtO^W7lS (E71) 
+ 0 
3 0 5 9/7 8 

3 3 5 9/83 

4 1 3 2/8 5 
2 3 6 a/8 6 
2 3 6 c/8 6 
0 2 5 3/8 6 
2 5 8 7/8 9 
4 0 9 4/9 0 



[0 0 2 4] (2) ®WlW 
l%4] 





4gJ (A4) 




2 


(B 2) 




3 


(B3) 


» 


5 


(B 5) 




9 


(E9) 




1 1 


(Ell) 




3 0 


(E 3 0) 


iVf D £ 4 


7 1 


(E7 1) 


#V )VX 


3 


(PV3) 



[oo2 5] mimtszxmik 



1 9 7 0? 

1 9 78? 

1 9 8 3? 

1 9 8 5? 

1 9 8 6? 

1 9 8 6? 

1 9 8 6? 

1 9 8 9? 

1 9 9 0? 



£*> RNA&ttfflU W\ (C) «ffl*ftf#cDN 
A£#j£L;fco mem (E) «ta«<0^)£-C@ffi{bDN 
ASSSWitfc^SriilBU R (F) «IB«©*»"CjfiLf» 
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